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FIELD OF THE INVENTION 

This invention relates to antigens associated with cancer, the nucleic acid molecules 
encoding them, as well as the uses of these. 
BACKGROUND AND PRIOR ART 

It is fairly well estabUshed that many pathological conditions, such as infections, cancer, 
autoimmune disorders, etc., are characterized by the inappropriate expression of certain 
molecules. These molecules thus serve as "markers" for a particular pathological or abnormal 
condition. Apart from their use as diagnostic "targets", i.e., materials to be identified to diagnose 
these abnormal conditions, the molecules serve as reagents which can be used to generate 
diagnostic and/or therapeutic agents. A by no means hmiting example of this is the use of cancer 
markers to produce antibodies specific to a particular marker. Yet another non-limiting example 
is the use of a peptide which complexes with an MHC molecule, to generate cytolytic T cells 
against abnormal cells. 

Preparation of such materials, of course, presupposes a source of the reagents used to 
generate these. Purification from cells is one laborious, far from sure method of doing so. 
Another preferred method is the isolation of nucleic acid molecules which encode a particular 
marker, followed by the use of the isolated encoding molecule to express the desired molecule. 

Two basic strategies have been employed for the detection of such antigens, in e.g., 
human tumors. These will be referred to as the genetic approach and the biochemical approach. 
The genetic approach is exempUfied by, e.g., dePlaen et al, Proc. Natl. Sci. USA 85: 2275 
(1988), incorporated by reference. In this approach, several hundred pools of plasmids of a 
cDNA library obtained from a tumor are transfected into recipient cells, such as COS cells, or 
into antigen-negative variants of tumor cell lines which are tested for the expression of the 
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specific antigen. The biochemical approach, exemphfiedby, e.g., O. Mandelboim, et al, Nature 
369: 69 (1994) incorporated by reference, is based on acidic elution of peptides which have 
bound to MHC-class I molecules of tumor cells, followed by reversed-phase high performance 
liquid chromography (HPLC). Antigenic peptides are identified after they bind to empty MHC- 
class I molecules of mutant cell lines, defective in antigen processing, and induce specific 
reactions with cytotoxic T-lymphocytes. These reactions include induction of CTL proliferation, 
TNF release, and lysis of target cells, measurable in an MTT assay, or a ^^Cr release assay. 

These two approaches to the molecular definition of antigens have the following 
disadvantages: first, they are enormously cumbersome, time-consuming and expensive; and 
second, they depend on the establishment of cytotoxic T cell lines (CTLs) with predefined 
specificity. 

The problems inherent to the two known approaches for the identification and molecular 
definition of antigens is best demonstrated by the fact that both methods have, so far, succeeded 
in defining only very few new antigens in human tumors. See, e.g., van der Bruggen et al., 
Science 254: 1643-1647 (1991); Brichardetal., J. Exp. Med. 178: 489-495 (1993); Coulie, et 
al.,J. Exp. Med. 180: 35-42 (1994); Kawakami,etaL,Proc. Natl. Acad. Sci. USA91:3515- 
3519(1994). 

Further, the methodologies described rely on the availability of estabUshed, permanent 
cell lines of the cancer type under consideration. It is very difficult to estabhsh cell lines from 
certaincancertypes, as is shown by, e.g., Oettgen,etal., Immunol. AUerg. Clin. North. Am. 
10: 607-637 (1 990). It is also known that some epithehal cell type cancers are poorly susceptible 
to CTLs in vitro, precluding routine analysis. These problems have stimulated the art to develop 
additional methodologies for identifying cancer associated antigens. 

3 
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One key methodology is described by Sahin, et al., Proc. Natl. Acad. Sci. USA 92: 
11810-11913 (1995), incorporated by reference. Also, see U.S. Patent No. 5,698,396, and 
Application Serial No. 08/479,328, filed on June 7, 1995 and January 3, 1996, respectively. All 
three of these references are incorporated by reference. To summarize, the method involves the 
expression of cDNA libraries in a prokaryotic host. (The libraries are secured from a tumor 
sample). The expressed libraries are then immunoscreened with absorbed and diluted sera, in 
order to detect those antigens which eUcit high titer humoral responses. This methodology is 
known as the SEREX method ("Serological identification of antigens by Recombinant 
Expression Cloning"). The methodology has been employed to confirm expression of previously 
identified tumor associated antigens, as well as to detect new ones. See the above referenced 
patent applications and Sahin, et al., supra , as well as Crew, et al., EMBO J 144: 2333-2340 
(1995). 

This methodology has been appUed to a range of tumor types, including those described 
by Sahin et al., supra , and Pfreundschuh, supra , as well as to esophageal cancer (Chen et al., 
Proc. Natl. Acad. Sci. USA 94: 1914-1918 (1997)); lung cancer (Giire et al., Cancer Res. 58: 
1034-1041 (1998)); colon cancer (Serial No. 08/948, 705 filed October 10, 1997) incorporated 
by reference, and so forth. Among the antigens identified via SEREX are the SSX2 molecule 
(Sahin et al., Proc. Nati. Acad. Sci. USA 92: 11810-11813 (1995); Tureci et al, Cancer Res. 56: 
4766-4772 (1996); NY-ESO-1 Chen, etal., Proc. Natl. Acad. Sci. USA 94: 1914-1918(1997); 
and SCPl (Serial No. 08/892,705 filed July 15, 1997) incorporated by reference. Analysis of 
SEREX identified antigens has shown overlap between SEREX defined and CTL defined 
antigens. M AGE- 1, tyrosinase, and NY-ESO-1 have all been shown to be recognized by patient 
antibodies as well as CTLs, showing that humoral and cell mediated responses do act in concert. 
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It is clear from this summary that identification of relevant antigens via SEREX is a 
desirable aim. The inventors have applied this methodology and have identified several new 
antigens associated with cancer, as detailed in the description which follows. 
DETAILED DESCRIPTION OF PREFERRED EMBODIMENTS 
EXAMPLE 1 

The SEREX methodology, as described by, e.g. Sahin, et al., Proc. Natl. Acad. Sci. USA 
92: 11810-11813 (1995); Chen, et al., Proc. Natl Acad. Sci. USA 94: 1914-1918 (1997), and 
U.S. Patent No. 5,698,396, all of which are incorporated by reference. In brief, total RNA was 
extracted from a sample of a cutaneous metastasis of a breast cancer patient (referred to as 
"BRl 1" hereafter), using standard CsCl guanidine thiocyanate gradient methodologies. A cDNA 
library was then prepared, using commercially available kits designed for this purpose. 
Following the SEREX methodology referred to supra , this cDNA expression library was 
ampUfied, and screened with either autologous BRl 1 serum which had been diluted to 1 :200, or 
with allogeneic, pooled serum, obtained from 7 different breast cancer patients, which had been 
diluted to 1:1000. To carry out the screen, serum samples were first diluted to 1:10, and then 
preabsorbed with lysates of E. coU that had been transfected with naked vector, and the serum 
samples were then diluted to the levels described supra . The final dilutions were incubated 
overnight at room temperature with nitrocellulose membranes containing phage plaques, at a 
density of 4-5000 plaque forming units ("pfus") per 130 mm plate. 

Nitrocellulose filters were washed, and incubated with alkaline phosphatase conjugated, 
goat anti-human Fey secondary antibodies, and reactive phage plaques were visuaUzed via 
incubation with 5-bromo-4-chloro-3-indolyl phosphate and nitroblue tetrazolium. 
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This procedure was also carried out on a normal testicular cDNA library, using a 1 :200 
serum dilution. 

A total of 1 . 1 2x 1 0^ pfus were screened in the breast cancer cDNA library, and 3 8 positive 
clones were identified. With respect to the testicular library, 4x10^ pfus were screened, and 28 
positive clones were identified. 

Additionally, 8x10^ pfus from the BRl 1 cDNA library were screened using the pooled 
serum described. Of these, 23 were positive. 

The positive clones were subcloned, purified, and excised to forms suitable for insertion 
in plasmids. Following ampUfication of the plasmids, DNA inserts were evaluated via restriction 
mapping (EcoRI-Xbal), and clones which represented different cDNA inserts were sequenced 
using standard methodologies. 

If sequences were identical to sequences found in GenBank, they were classified as 
known genes, while sequences which shared identity only with ESTs, or were identical to 
nothing in these data bases, were designated as unknown genes. Of the clones from the breast 
cancer library which were positive with autologous serum, 3 were unknown genes. Of the 
remaining 35, 15 were identical to either NY-ESO-1, or SSX2, two known members of the CT 
antigen family described supra , while the remaining clones corresponded to 14 known genes. 
Of the testicular library, 12 of the clones were SSX2. 

The NY-ES O- 1 antigen was not found, probably because the commercial library that was 
used had been size fractionated to have an average length of 1 .5 kilobases, which is larger than 
full length NY-ESO-1 cDNA which is about 750 base pairs long. 
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With respect to the screening carried out with pooled, allogeneic sera, four of the clones 
wereNY-ESO-1. No other CT antigens were identified. With the exception of NY-ESO-1, all 
of the genes identified were expressed universally in normal tissue. 

A full hsting of the isolated genes, and their frequency of occurrence follows, in tables 
1, 2 and 3, Two genes were found in both the BRl 1 and testicular libraries, i.e., poly (ADP- 
ribose) polymerase, and tumor suppression gene INGl . The poly (ADP-ribose) polymerase gene 
has also been found in colon cancer libraries screened via SEREX, as is disclosed by Scanlan, 
et al, Int. J. Cancer 76: 652-58 (1998) when the genes identified in the screening of the BRU 
tf I cDNA library by autologous and allogeneic sera were compared, NY-ESO- 1 and human keratin. 



Table 1, SEREX-defined genes identified by autologous screening of BRl 1 cDNA library 


Gene group No. of clones 


Comments 


Expression 


CT genes 10 


NY-ESO-l 


tumor, testis 


5 


SSX2 


tumor, testis 


Non-CT genes 5 


Nuclear Receptor Co-Repressor 


ubiquitous 


4 


Poly( ADP-ribose) polymerase 


ubiquitous 


2 


Adenylosuccinatelyase 


ubiquitous 


2 


cosmid313 (human) 


ESTs: muscle, brain, breast 




CD 151 (transmembrane protein) 


ubiquitous 




Human HRY Gen 


RT-PCR: multiple normal tissues 




Alanyl-t-RNA-Synthetase 


ubiquitous 




NAD(+) ADP-Ribosyltransferase 


ubiquitous 




Human keratin 10 


ESTs: multiple normal tissues 




Human EGFR kinase substrate 


ubiquitous 




ING 1 Tumor suppressor gene 


RT-PCR: multiple normal tissues 




Unknown gene, 
NCI__CGAP_Prl2 cDNA clone 


ESTs: pancreas, liver, spleen, uterus 




Unknown gene 


ESTs: multiple normal tissues 




Unknown gene 


RT-PCR: multiple normal tissues 
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Table 2, SEREX-defined genes identified by allogeneic screening of BRll cDNA library 


Gene group 


No. of clones 


Comments 


Expression 


CT genes 


4 


NY-ESO-1 


tumor, testis 


Non-CT genes 


6 


zinc-finger helicase 


ESTs: brain, fetal heart, total fetus 




4 


Acetoacetyl-CoA-thiolase 


ubiquitous 




3 


KIAA0330 gene 


ESTs: mxiltiple normal tissues 




2 


UlsnRNP 


ubiquitous 




1 


Human aldolase A 


ubiquitous 




1 


Retinoblastoma binding protein 6 


ESTs: tonsils, fetal brain, 
endotheUal cells, brain 




1 


a2-Macroglobulin receptor 
associated protein 


ubiquitous 




1 


Human Keratin 10 


ESTs: multiple normal tissues 


Table 3* SEREX-defined genes identified by screening of a testicular cDNA library with BRll serum 


Gene group 


No. of clones 


Comments 


Expression 


CT genes: 


12 


SSX2 


tumor, testis 


Non-CT genes: 


3 


Rho-associated coiled-coil 
forming protein 


ubiquitous 




3 


Poly(ADP-ribose) polymerase 


ubiquitous 




3 


Gene from HeLa cell, similar to 
TITIN 


ubiquitous 




2 


Gene from parathyroid tumor 

Transcription termination factor 
I-interacting peptide 21 

Gene from fetal heart 

ING 1 tumor suppressor gene 

KIAA0647 cDNA 

KIAA0667 cDNA 


RT-PCR: multiple normal tissues 
ubiquitous 

ESTs: multiple normal tissues 
RT-PCR: multiple normal tissues 
ESTs: multiple normal tissues 
ESTs: multiple normal tissues 
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EXAMPLE 2 

The roRNA expression pattern of the cDNAs identified in example 1 , in both normal and 
mahgnant tissues, was studied. To do this, gene specific ohgonucleotide primers were designed 
which would amphfy cDNA segments 300-600 base pairs in length, using a primer melting 
temperature of 65-70'' C. The primers used for amplifying MAGE-1,2,3 and 4, BAGE, NY- 
ESO-1, SCPl, and SSXl, 2, 3, 4 and 5 were known primers, or were based on pubUshed 
sequences. See Chen, et al. supra : Tureci, et al., Proc. Natl. Acad. Sci. USA 95: 521 1-16 (1998). 
Cure, et al. Int. J. Cancer 72: 965-71 (1997); Chen, et al., Proc. Natl. Acad. Sci. USA 91 : 1004- 
1008(1994); Gaugler,etal., J.Exp.Med. 179: 921-930 (1994), dePlaen,etal.,hnmunogenetics 
40: 360-369 (1994), all of which are incorporated by reference. RT-PCR was carried out for 35 
ampUfication cycles, at an annealing temperature of 60 ° C. Using this RT-PCR assay, the breast 
cancer tumor specimen was positive for a broad range of CT antigens, including MAGE- 1,3 
AND 4, BAGE, SSX2, NY-ESO-1 and CT7. The known CT antigens SCP-1, SSXl, 4 and 5 
were not found to be expressed. 

An additional set of experiments were carried out, in which the seroreactivity of patient 
sera against tumor antigens was tested. Specially, ELISAs were carried out, in accordance with 
Stockert, et al, J. Exp. Med. 187: 1349-1354 (1998), incorporated by reference, to determine 
if antibodies were present in the patient sera. Assays were run for MAGE-1, MAGE-3, NY- 
ESO-1, and SSX2. The ELISAswerepositive for NY-ESO-1 and SSX2, but not the two MAGE 
antigens. 
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EXAMPLE 3 

Two clones (one from the breast cancer cDNA library and one from the testicular library), 
were identified as a gene referred to as INGl , which is a tumor suppressor gene candidate. See 
Garkavtsev, et al, Nature 391: 295-8 (1998), incorporated by reference. The sequence found 
in the breast cancer library, differed from the known sequence of INGl at six residues, i.e., 
positions 8 1 8, 836, 855, 861 , 866 and 874. The sequence with the six variants is set forth at SEQ 
ID NO: 1. The sequence of wild type INGl is set out at SEQ ID NO: 2. 

To determine if any of these differences represented a mutation in tumors, a short, PGR 
fragment which contained the six positions referred to supra was ampUfied from a panel of 
allogeneic normal tissue, subcloned, amphfied, and sequenced following standard methods. 

The results indicated that the sequences in the allogeneic tissues were identical to what 
was found in tumors, ruling out the hypothesis that the sequence differences were a tumor 
associated mutation. This conclusion was confirmed, using the testicular library clone, and using 
restriction analysis of INGl cDNA taken from normal tissues. One must conclude, therefore, 
that the sequence information provided by Garkavtsev, et al, supra, is correct. 

EXAMPLE 4 

Additional experiments were carried out to determine whether genetic variations might 
exist in the 5' portion of the INGl gene, which might differ from the 5' portion of the clone 
discussed supra (SEQ ID NO: 1). In a first group of experiments, attempts were made to obtain 
full length INGl cDNA from both the breast tumor library, and the testicular library. SEQ ID 
NO: 1 was used as a probe of the library, using standard methods. 
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Four clones were isolated from the testicular library and none were isolated from the 
breast cancer library. The four clones, following sequencing, were found to derive from three 
transcript variants. The three variants were identical from position 586 down to their 3 ' end, but 
differed in their 5' regions, suggesting alternatively sphced variants, involving the same exon- 
intron junction. All three differed from the sequence of INGl described by Garkavtsev, et al., 
in Nat. Genet. 14: 415-420 (1996). These three variants are set out as SEQ ID NOS: 1, 3 and 4. 

All of the sequences were then analyzed. The ORFs of SEQ ID NOS: 2, 1 and 4 (SEQ 
ID NO: 2 is the originally disclosed , INGl sequence), encode polypeptides of 294, 279 and 235 
amino acids, of which 233 are encoded by the 3 ' region common to the three sequences. These 
putative sequences are set out as SEQ ID NOS: 5, 6 and 7. With respect to SEQ ID NO: 3, 
however, no translational initiation site could be identified in its 5' region. 

EXAMPLE 5 

The data regarding SEQ ID NO: 3, described supra , suggested fiirther experiments to find 
additional OREs in the 5-end of variant transcripts of the molecule. In order to determine this, 
5 '-RACE -PGR was carried out using gene specific and adapted specific primers, together with 
commercially available products, and standard methodologies. 
The primers used for these experiments were: 

CACACAGGATCCATGTTGAGTCCTGCCAACGG 

CGTGGTCGTGGTTGCTGGACGCG 
(SEQ ID NOS: 9 and 10), for SEQ ID NO: 1; 

CCCAGCGGCCCTGACGCTGTC 

CGTGGTCGTGGTTGCTGGACGCG 
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(SEQ ID NOS: 11 and 12), for SEQ ID NO: 3; and 

GGAAGAGATAAGGCCTAGGGAAG 

CGTGGTCGTGGTTGCTGGACGCG 
(SEQ ID NOS: 13 and 14), for SEQ ID NO: 4. 

Cloning and sequencing of the products of RACE PCR showed that the variant sequence 
of SEQ ID NO: 5 was 5 ' to SEQ ID NO: 3, and that full length cDNA for the variant SEQ ID 
NO: 3 contained an additional exon 609 nucleotides long, positioned between SEQ ID NO: 3 and 
the shared, 3 ' sequence referred to supra . This exon did not include an ORE. The first available 
initiation site would be an initial methionine at amino acid 70 of SEQ ED NO: 1. Thus, if 
expressed, SEQ ID NO: 3 would correspond to a molecule with a 681 base pair, untranslated 5 ' 
end and a region encoding 210 amino acids, 

EXAMPLE 6 

The presence of transcript variants with at least 3 different trancriptional initiation sites, 
and possibly different promoters, suggested that mRNA expression might be under different, 
tissue specific regulation. 

To determine this, variant-specific primers were synthesized, and RT-PCR was carried 
out on a panel of tissues, using standard methods. 

SEQ ID NO: 1 was found to be expressed universally in all of the normal breast, brain 
and testis tissues examined, in six breast cancer lines, and 8 melanoma cell lines, and in cultured 
melanocytes. SEQ ID NO: 3 was found to be expressed in four of the six breast cancer lines, 
normal testis, liver, kidney, colon and brain. SEQ ID NO: 4 was only found to be expressed by 
normal testis cells and weakly in brain cells. 
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EXAMPLE 7 

A further set of experiments were carried out to determine if antibodies against INGl 
were present in sera of normal and cancer patients. A phase plaque immuno assay of the type 
described supra was carried out, using clones of SEQ ID NO: 1 as target. Of 14 allogeneic sera 
taken from breast cancer patients, two were positive at 1 :200 dilutions. All normal sera were 
negative, 

EXAMPLE 8 

The BRl 1 cDNA library described supra was then screened, using SEQ ID NO: 1 and 
standard methodologies. A 593 base pair cDNA was identified, which was different fi"om any 
sequences in the data banks consulted. The sequence of this cDNA molecule is set out at SEQ 
ID NO: 8. 

The cDNA molecule set forth as SEQ ID N0:1 was then used in Southem blotting 
experiments. In brief, genomic DNA was isolated firom normal human tissue, digested with 
BamHI or Hind III, and then separated onto 0.7% agarose gel, blotted onto nitrocellulose filters, 
and hybridized using ^^P labelled SEQ ID NO: 1, at high stringency conditions (aqueous buffer, 
65 ° C) . The probes were permitted to hybridize ovemight, and then exposed for autoradiography. 
Two hybridizing DNA species were identified, i.e., SEQ ID NOS: 1 and 8. 

EXAMPLE 9 

The cDNA molecule set forth in SEQ ID NO: 8 was then analyzed. 5 RACE PGR was 
carried out using normal fetus cDNA. Full length cDNA for the molecule is 771 base pairs long, 
without the poly A tail. It shows strong homology to SEQ ID NO: 1, with the strongest 
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homology in the 5' two-thirds (76% identity over nucleotide 1-480); however, the longest ORF 
is only 129 base pairs, and would encode a poly peptide 42 amino acids long which was 
homologous to, but much shorter than, the expected expression product of SEQ ID NO: 1. 

In addition to the coding region, SEQ ID NO: 8 contains 203 base pairs of 5 '-untranslated 
region, and 439 base pairs of 3 '-untranslated region. 

RT-PCR assays were carried out, as described supra . All of the normal tissues tested, 
including brain, colon, testis, tissue and breast, were positive for expression of this gene. Eight 
melanoma cell lines were tested, of which seven showed varying levels of expression, and one 
showed no expression. Six breast cancer cell lines were tested, of which four showed various 
levels of expression, and two showed no expression. 

EXAMPLE 10 

An additional breast cancer cDNA library, referred to as "BR17-128", was screened, 
using autologous sera. A cDNA molecule was identified. 

Analysis of the sequence suggested that it was incomplete at the 5' end. To extend the 
sequence, a testicular cDNA library was screened with a nucleotide probe based upon the partial 
sequence identified in the breast cancer library. An additional 1200 base pairs were identified 
following these screenings. The 201 1 base pairs of information are set forth in SEQ ID NO: 15. 

The longest open reading jfratne is 1539 base pairs, corresponding to a protein of about 
59.15 kilodaltons. The deduced sequence is set forth at SEQ ID NO: 16. 

RT-PCR was then carried out using the following primers: 

CACACAGGATCCATGCAGGCCCCGCACAAGGAG 
CACACAAAGCTTCTAGGATTTGGCACAGCCAGAG 
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(SEQIDNOS: 17 and 18) 

Strong signals were observed in normal testis and breast tissue, and weak expression was 
observed in placenta. 

No expression was found in normal brain, kidney, liver, colon, adrenal, fetal brain, lung, 
pancreas, prostate, thymus, uterus, and ovary tissue of tumor cell lines tested, 2 of the breast 
cancer lines were strongly positive and two were weakly positive. Of melanoma two of 8 were 
strongly positive, and 3 were weakly positive. Of lung cancer cell lines, 4 of 15 were strongly 
positive, and 3 were weakly positive. 

When cancer tissue specimens were tested, 16 of 25 breast cancer sanaples were strongly 
positive, and 3 additional samples were weakly positive. Two of 36 melanoma samples were 
positive (one strong, one weak). All other cancer tissue samples were negative. 

When Northern blotting was carried out, a high molecular weight smear was observed 
in testis, but in no other tissues tested. 

The foregoing examples describe the isolation of a nucleic acid molecule which encodes 
a cancer associated antigen. "Associated" is used herein because while it is clear that the relevant 
molecule was expressed by several types of cancer, other cancers, not screened herein, may also 
express the antigen. 

The invention relates to nucleic acid molecules which encode the antigens encoded by, 
e.g., SEQ ED NOS: 1, 3, 8, and 15, as well as the antigens encoded thereby, such as the proteins 
with the amino acid sequences of SEQ ED NOS: 5, 6, 7, and 16. It is to be understood that all 
sequences which encode the recited antigen are a part of the invention. 

Also a part of the invention are expression vectors which incorporate the nucleic acid 
molecules of the invention, in operable linkage (i.e., "operably linked") to a promoter. 
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Construction of such vectors, such as viral (e.g., adenovirus or Vaccinia virus) or attenuated viral 
vectors is well within the skill of the art, as is the transformation or transfection of cells, to 
produce eukaryotic cell lines, or prokaryotic cell strains which encode the molecule of interest. 
Exemplary of the host cells which can be employed in this fashion are COS cells, CHO cells, 
yeast cells, insect cells (e.g., Spodoptera frugiperdal NIH 3T3 cells, and so forth. Prokaryotic 
cells, such as E, coU and other bacteria may also be used. Any of these cells can also be 
transformed or transfected with further nucleic acid molecules, such as those encoding cytokines, 
e.g., interleukins such as IL-2, 4, 6, or 12 or HLA or MHC molecules. 

Also a part of the invention are the antigens described herein, both in original form and 
in any different post translational modified forms. The molecules are large enough to be 
antigenic without any posttranslational modification, and hence are useful as immunogens, when 
combined with an adjuvant (or without it), in both precursor and post-translationally modified 
forms. Antibodies produced using these antigens, both poly and monoclonal, are also a part of 
the invention as well as hybridomas which make monoclonal antibodies to the antigens. The 
whole protein can be used therapeutically, or in portions, as discussed infra . Also a part of the 
invention are antibodies against this antigen, be these polyclonal, monoclonal, reactive 
fragments, such as Fab, (F(ab)2' and other fragments, as well as chimeras, humanized antibodies, 
recombinantly produced antibodies, and so forth. 

As is clear from the disclosure, one may use the proteins and nucleic acid molecules of 
the invention diagnostically. The SEREX methodology discussed herein is premised on an 
immune response to a pathology associated antigen. Hence, one may assay for the relevant 
pathology via, e.g., testing a body fluid sample of a subject, such as serum, for reactivity with 
the antigen per se. Reactivity would be deemed indicative of possible presence of the pathology. 
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So, too, could one assay for the expression of any of the antigens via any of the standard nucleic 
acid hybridization assays which are well known to the art, and need not be elaborated upon 
herein. One could assay for antibodies against the subject molecules, using standard 
immunoassays as well. 

Analysis of SEQ ID NO: 1 , 3, 4, 8, and 1 5 will show that there are 5 ' and 3 ' non-coding 
regions presented therein. The invention relates to those isolated nucleic acid molecules which 
contain at least the coding segment, and which may contain any or all of the non-coding 5 ' and 
3' portions. 

Also a part of the invention are portions of the relevant nucleic acid molecules which can 
be used, for example, as oligonucleotide primers and/or probes, such as one or more of SEQ ID 
NOS: 9, 10, 11, 12, 13, 14, 17 and 18, as well as amplification product like nucleic acid 
molecules comprising at least nucleotides 305-748 of SEQ ID NO: 1. 

As was discussed supra , study of other members of the "CT" family reveals that these are 
also processed to peptides which provoke lysis by cytolytic T cells. There has been a great deal 
of work on motifs for various MHC or HLA molecules, which is applicable here. Hence, a 
further aspect of the invention is a therapeutic method, wherein one or more peptides derived 
from the antigens of the invention which bind to an HLA molecule on the surface of a patient's 
tumor cells are administered to the patient, in an amount sufficient for the peptides to bind to the 
MHC/HLA molecules, and provoke lysis by T cells. Any combination of peptides may be used. 
These peptides, which may be used alone or in combination, as well as the entire protein or 
immunoreactive portions thereof, may be administered to a subject in need thereof, using any of 
the standard types of administration, such as intravenous, intradermal, subcutaneous, oral, rectal, 
and transdermal administration. Standard pharmaceutical carriers, adjuvants, such as saponins, 
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GM-CSF, and interleukins and so forth may also be used. Further, these peptides and proteins 
may be formulated into vaccines with the listed material, as may dendritic cells, or other cells 
which present relevant MHC/peptide complexes. 

Similarly, the invention contemplates therapies wherein nucleic acid molecules which 
encode the proteins of the invention, one or more or peptides which are derived from these 
proteins are incorporated into a vector, such as a Vaccinia or adenovirus based vector, to render 
it transfectable into eukaryotic cells, such as human cells. Similarly, nucleic acid molecules 
which encode one or more of the peptides may be incorporated into these vectors, which are then 
the major constituent of nucleic acid bases therapies. 

Any of these assays can also be used in progression/regression studies. One can monitor 
the course of abnormality involving expression of these antigens simply by monitoring levels of 
the protein, its expression, antibodies against it and so forth using any or all of the methods set 
forth supra . 

It should be clear that these methodologies may also be used to track the efficacy of a 
therapeutic regime. Essentially, one can take a baseline value for a protein of interest using any 
of the assays discussed supra, administer a given therapeutic agent, and then monitor levels of 
the protein thereafter, observing changes in antigen levels as indicia of the efficacy of the regime. 

As was indicated supra , the mvention involves, inter aha , the recognition of an 
"integrated" immune response to the molecules of the invention. One ramification of this is the 
ability to monitor the course of cancer therapy. In this method, which is a part of the invention, 
a subject in need of the therapy receives a vaccination of a type described herein. Such a 
vaccination results, e.g., in a T cell response against cells presenting HLA/peptide complexes on 
their cells. The response also includes an antibody response, possibly a result of the release of 
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antibody provoking proteins via the lysis of cells by the T cells. Hence, one can monitor the 
effect of a vaccine, by monitoring an antibody response. As is indicated, supra, an increase in 
antibody titer may be taken as an indicia of progress with a vaccine, and vice versa. Hence, a 
further aspect of the invention is a method for monitoring efficacy of a vaccine, following 
administration thereof, by determining levels of antibodies in the subject which are specific for 
the vaccine itself, or a large molecule of which the vaccine is a part. 

The identification of the subject proteins as being impUcated in pathological conditions 
such as cancer also suggests a number of therapeutic approaches in addition to those discussed 
supra . The experiments set forth supra establish that antibodies are produced in response to 
expression of the protein. Hence, a further embodiment of the invention is the treatment of 
conditions which are characterized by aberrant or abnormal levels of one or more of the proteins, 
via administration of antibodies, such as humanized antibodies, antibody fragments, and so forth. 
These may be tagged or labelled with appropriate cystostatic or cytotoxic reagents. 

T cells may also be administered. It is to be noted that the T cells may be eUcited in vitro 
using immune responsive cells such as dendritic cells, lymphocytes, or any other immune 
responsive cells, and then reperfused into the subject being treated. 

Note that the generation of T cells and/or antibodies can also be accomplished by 
administering cells, preferably treated to be rendered non-prohferative, which present relevant 
T cell or B cell epitopes for response, such as the epitopes discussed supra . 

The therapeutic approaches may also include antisense therapies, wherein an antisense 
molecule, preferably from 10 to 100 nucleotides in length, is administered to the subject either 
"neat" or in a carrier, such as a liposome, to facilitate incorporation into a cell, followed by 
inhibition of expression of the protein. Such antisense sequences may also be incorporated into 
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appropriate vaccines, such as in viral vectors (e.g.. Vaccinia), bacterial constructs, such as 
variants of the known BCG vaccine, and so forth. 

Other features and applications of the invention will be clear to the skilled artisan, and 
need not be set forth herein. The terms and expression which have been employed are used as 
terms of description and not of limitation, and there is no intention in the use of such terms and 
expression of excluding any equivalents of the features shown and described or portions thereof, 
it being recognized that various modifications are possible within the scope of the invention. 



600914.1 



20 



LUD 5615-JEL/NDH (09905230) 

We claim : 

1 . Isolated nucleic acid molecule which encodes a cancer associated antigen, whose 
amino acid sequence is identical to the amino acid sequence encoded by the nucleotide sequence 
ofSEQIDNO: 1,3, 4, 8 or 15. 

2 . The isolated nucleic acid molecule of claim 1 , comprising the nucleotide sequence 
ofSEQIDNO: 1. 

3 . The isolated nucleic acid molecule of claim 1 , comprising the nucleotide sequence 
ofSEQIDNO: 3. 

4. The isolated nucleic acid molecule of claim 1 , comprising the nucleotide sequence 
ofSEQIDNO: 4. 

5 . The isolated nucleic acid molecule of claim 1 , comprising the nucleotide sequence 
ofSEQIDNO: 8. 

6 . The isolated nucleic acid molecule of claim 1 , comprising the nucleotide sequence 
ofSEQIDNO: 15. 

7. Expression vector comprising the isolated nucleic acid molecule of claim 1, 
operably linked to a promoter. 

8 . Eukaryotic cell line or prokaryotic cell strain, transformed or transfected with the 
expression vector of claim 7, 

9. Isolated cancer associated antigen comprising all or part of the amino acid 
sequence encoded by SEQ ID NO: 1, 3, 4, 8 or 15. 

10. Eukaryotic cell line or prokaryotic cell strain, transformed or transfected with the 
isolated nucleic acid molecule of claim 1. 
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1 1 . The eukaryotic cell line or prokaryotic cell strain of claim 10, wherein said cell 
line is also transfected with a nucleic acid molecule coding for a cytokine. 

12. The eukaryotic cell line or prokaryotic cell strain of claim 1 1 , wherein said cell 
line is further transfected by a nucleic acid molecule coding for an MHC molecule. 

13. The eukaryotic cell line or prokaryotic cell strain of claim 11, wherein said 
cytokine is an interleukin. 

14. The eukaryotic cell line or prokaryotic cell strain of claim 13, wherein said 
interleukin is IL-2, IL-4 or IL-12. 

15. The eukaryotic cell line or prokaryotic cell strain of claim 10, wherein said cell 
line has been rendered non-proliferative. 

16. The eukaryotic cell line of claim 10, wherein said cell line is a fibroblast cell line. 

17. Expression vector comprising a mutated or attenuated virus and the isolated 
nucleic acid molecule of claim 1 . 

18. The expression vector of claim 17, wherein said virus is adenovirus or vaccinia 

vims. 

19. The expression vector of claim 1 8, wherein said virus is vaccinia virus. 

20. The expression vector of claim 18, wherein said virus is adenovirus. 

21. Expression system useful in transfecting a cell, comprising (i) a first vector 
containing a nucleic acid molecule which codes for the isolated cancer associated antigen of 
claim 10 and (ii) a second vector selected from the group consisting of (a) a vector containing 
a nucleic acid molecule which codes for an MHC or HLA molecule which presents an antigen 
derived from said cancer associated antigen and (b) a vector containing a nucleic acid molecule 
which codes for an interleukin. 

22 
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22. Immunogenic composition comprising the isolated cancer antigen of claim 9, and 
a pharmaceutically acceptable adjuvant. 

23 . The immunogenic composition of claim 22, wherein said adjuvant is a cytokine, 
a saponin, or GM-CSF. 

24. Immunogenic composition comprising at least one peptide consisting of an amino 
acid sequence of from 8 to 12 amino acids concatenated to each other in the isolated cancer 
associated cancer antigen of claim 10, and a pharmaceutically acceptable adjuvant. 

25. The immunogenic composition of claim 24, wherein said adjuvant is a saponin, 
a cytokine, or GM-CSF. 

26. The immunogenic composition of claim 23 , wherein said composition comprises 
a plurality of peptides which complex with a specific MHC molecule. 

27. Immunogenic composition which comprises at least one expression vector which 
encodes a peptide derived from the amino acid sequence encoded by SEQ ID NO: 1, 3, 4, 8 or 
15. 

28. The immunogenic composition of claim 27, wherein said at least one expression 
vector codes for a plurality of peptides. 

29. Vaccine useftil in treating a subject afflicted with a cancerous condition 
comprising the isolated eukaryotic cell line of claim 10 and a pharmacologically acceptable 
adjuvant. 

30. The vaccine of claim 29, wherein said eukaryotic cell line has been rendered non- 
proUferative. 

3 1 . The vaccine of claim 30, wherein said eukaryotic cell line is a human cell line. 
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32. A composition of matter useful in treating a cancerous condition comprising a 
non-proliferative cell line having expressed on its surface a peptide derived from the amino acid 
sequence encoded by SEQ ID NO: 1, 3, 4, 8 or 15. 

33. The composition of matter of claim 32, wherein said cell line is ahuman cell line. 

34. A composition of matter useful in treating a cancerous condition, comprising (i) 
a peptide derived from the amino acid sequence encoded by SEQ ID NO: 1, 3, 4,8 or 15, (ii) an 
MHC or HLA molecule, and (iii) a pharmaceutically acceptable carrier. 

35. Isolated antibody which is specific for the cancer antigen of claim 9. 

36. The isolated antibody of claim 35, wherein said antibody is a monoclonal 
antibody. 

37. Method for screening for cancer in a sample, comprising contacting said sample 
with a nucleic acid molecule which hybridizes to all or part of the molecule encoded by SEQ ID 
NO: 1, 2, 3, 4, 8 or 15 and determining hybridization as an indication of cancer cells in said 
sample. 

38. A method for screening for cancer in a sample, comprising contacting said sample 
with the isolated antibody of claim 35, and determining binding of said antibody to a target as 
an indicator of cancer, 

3 9 . Method for diagnosing a cancerous condition in a subj ect, comprising contacting 
an immune reactive cell containing sample of said subject to a cell line transfected with the 
isolated nucleic acid molecule of claim 1 , and determining interaction of said transfected cell line 
with said immimoreactive cell, said interaction being indicative of said cancer condition. 

40. A method for determining regression, progression of onset of a cancerous 
condition comprising monitoring a sample from a patient with said cancerous condition for a 
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parameter selected from the group consisting of (i) a protein encoded by SEQ ID NO: 1, 2, 3, 4, 
8 or 15, (ii) a peptide derived from said protein, (iii) cytolytic T cells specific for said peptide 
and an MHC molecule with which it non-covalently complexes, and (iv) antibodies specific for 
said CT protein, wherein amount of said parameter is indicative of progression or regression or 
onset of said cancerous condition. 

41 . The method of claim 40, wherein said sample is a body fluid or exudate. 

42. The method of claim 40, wherein said sample is a tissue. 

43. The method of claim 40, comprising contacting said sample with an antibody 
which specifically binds with said protein or peptide. 

44. The method of claim 43, wherein said antibody is labelled with a radioactive label 
or an enzyme. 

45. The method of claim 43, wherein said antibody is a monoclonal antibody. 

46. The method of claim 40, comprising amplifying RNA which codes for said 

protein. 

47. The method of claim 46, wherein said ampUfying comprises carrying out 
polymerase chain reaction. 

48. The method of claim 40, comprising contacting said sample with a nucleic acid 
molecule which specifically hybridizes to a nucleic acid molecule which codes for or expresses 
said protein, 

49. The method of claim 49, wherein said nucleic acid molecule comprises SEQ ID 
NO: 9, 10,11,12,13, 14, 17 or 18. 

50. The method of claim 40, comprising assaying said sample for shed protein. 
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5 1 . The method of claim 40, comprising assaying said sample for antibodies specific 
for said protein, by contacting said sample with protein. 

52. Method for diagnosing a cancerous condition comprising assaying a sample taken 
from a subject for an immunoreactive cell specific for a peptide derived from a protein encoded 
by SEQ ID NO: 1, 2, 3, 4, 8 or 15, complexed to an MHC molecule, presence of said 
immunoreactive cell being indicative of said cancerous condition. 

53 . Composition comprising at least one peptide consisting of an amino acid sequence 
of from 8 to 25 amino acids concatenated to each other in the isolated cancer associated antigen 
of claim 9, and a pharmaceutically acceptable adjuvant. 

54. The composition of claim 53, wherein said adjuvant is a saponin, a cytokine, or 
GM-CSF. 

55. The composition of claim 53, comprising a plurality of MHC binding peptides, 

56. Composition comprising an expression vector which encodes at least one peptide 
consisting of an amino acid sequence of from 8 to 25 amino acids concatenated to each other in 
the isolated cancer associated antigen of claim 9, and pharmaceutically acceptable adjuvant. 

57. The composition of claim 56, wherein said expression vector encodes a plurality 
of peptides. 

58. A method for screening for possible presence of a pathological condition, 
comprising assaying a sample from a patient believed to have a pathological condition for 
antibodies specific to at least one of the cancer associated antigens encoded by SEQ ID NOS: 1, 
2, 3, 4, 8, or 15, presence of said antibodies being indicative of possible presence of said 
pathological condition. 

59. The method of claim 58, wherein said pathological condition is cancer. 
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60. The method of claim 58, wherein said cancer is melanoma. 

61 . The method of claim 60, further comprising contacting said sample to purified 
cancer associated antigen encoded by SEQ ID NO: 1, 3, 4, 8, or 15. 

62. A method for screening for possible presence of a pathological condition in a 
subject, comprising assajdng a sample taken from said subject for expression of a nucleic acid 
molecule, the nucleotide sequence of which comprises SEQ ID NO: 1, 2, 3, 4, 8 or 15, expression 
of said nucleic acid molecule being indicative of possible presence of said pathological condition. 

63 . The method of claim 62, wherein said pathological condition is cancer. 

64. The method of claim 62, comprising determining expression via polymerase chain 
reaction. 

65. The method of claim 62, comprising determining expression by contacting said 
sample with at least one of SEQ ID NO: 9, 10, 11, 12, 13 or 14. 

66. A method for determining regression, progression of onset of a cancerous 
condition comprising monitoring a sample firom a patient with said cancerous condition for a 
parameter selected firom the group consisting of (i) a cancer associated antigen encoded by SEQ 
ID NO: 1, 2, 3, 4,8 or 15 (ii) a peptide derived from said cancer associated antigen, (iii) cytolytic 
T cells specific for said peptide and an MHC molecule with which it non-covalently complexes, 
and (iv) antibodies specific for said cancer associated antigen, wherein amount of said parameter 
is indicative of progression or regression or onset of said cancerous condition. 

67. The method of claim 66, wherein said sample is a body fluid or exudate. 

68. The method of claim 66, wherein said sample is a tissue. 

69. The method of claim 66, comprising contacting said sample with an antibody 
which specifically binds with said protein or peptide. 
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70. The method of claim 69, wherein said antibody is labelled with a radioactive label 
or an enzyme. 

71 . The method of claim 69, wherein said antibody is a monoclonal antibody, 

72. The method of claim 66, comprising amphfying RNA which codes for said 

protein. 

73. The method of claim 72, wherein said amphfying comprises carrying out 
polymerase chain reaction. 

74. The method of claim 66, comprising contacting said sample with a nucleic acid 
molecule which specifically hybridizes to a nucleic acid molecule which codes for or expresses 
said protein. 

75. The method of claim 66, comprising assaying said sample for shed cancer 
associated antigen. 

76. The method of claim 66, comprising assaying said sample for antibodies specific 
for said cancer associated antigen, by contacting said sample with said cancer associated antigen. 

77. Method for screening for a cancerous condition comprising assaying a sample 
taken from a subject for an immunoreactive cell specific for a peptide derived from a cancer 
associated antigen encoded by SEQ JD NO: 1 , 2, 3, 4, 8, or 1 5 complexed to an MHC molecule, 
presence of said immunoreactive cell being indicative of said cancerous condition. 

78. An isolated nucleic acid molecule consisting of a nucleotide sequence defined by 
SEQ ID NO: 1,2, 3, 8, or 15. 

79. Isolated nucleic acid molecule the complimentary sequence of which hydridizes, 
under stringent conditions, to the nucleotide sequence set forth in SEQ ID NO: 4, 5, 8, or 15. 
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ABSTRACT OF THE DISCLOSURE 



The invention relates to newly identified cancer associated antigens. It has been 
discovered that each of these molecules provokes antibodies when expressed by a subject. The 
ramifications of this observation are also a part of this invention. 
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AAAGCGTTCTCGGCGGCAGCGCAACAACTAGAACCGTGAGAACGCGTCCAGCAACCGCGACCCACGACGACGTCA 
C C. .A G A - G.G 

CCTCGGGCACGCCCAAGGAGAAGAAAGCCCAGACCTCTAAGAAGAAGCAGGGCTCCATGGCCAAGGCGTAGCGGC 
A G. . .A C A. .C A G AG 

AGGCGTCCCCCGCAGACCTCCCCATCGACCCCAGCGAGCCCTCCTACTGG G 

T..C A. ..A. ..A.G TCTGTGCT^CCAGGTCTCCTATGGG . 

AG ATGATCCGCTGCGACAACGAA---TGCCCCATCGAGTGGTTCCGCTTCTCGTGTGTGAGTCTCAACCATAAAC 
G CGAG A C. . .G.G T 



CAAAGCGCAAGTGGTACTGTTCCAGATGCCGGGGAAAGAACGA- 



- TGGGCAAAGCCCTTGAGAAGTCCA 



.C. . .G C. . .AG GG. 



GAAGACCA. . .A GGA. . ,A. 



GAAAAAAAACAGGGCTTATAACAGGTAGTTTGGGGACATGCGTCTAATAGTGAGGAGAACAAAATAAGCCAGTGT 
C5.G C T G. . .C. .GG.- G A. 

GTTGATTACATTGCCACCTTTGCTGAGGTGCAGGAAGTGTAAAATGTATATTTTTAAAGAATGTTGTTAGAGGCC 
A. .T TG T A.G AGA.A. . .AA 

GGGCGCGGTGGCTCACGCCTGTAATCCCAGCACTTTGGGAGGCCGAGGCGGTCGGATCACGAGGTCAGGAGATCG 
CCATT.CT.TCA.AGG.A- . . GO. GTGATT . TG . . . . CCTTTTGTTTT . AT . G . T . - . . . . T . TAACAAGA . AGT 

AGACCATCCTGGCTAACACGGTGAAACCCCGTCTCTACTAAAAATTCAAAAAAAAAATTAGCTGGGCGTGGTGGC 
G . T . TG . GGATCAGC . TTTTA- TA . AAA . A . . GGTTTG C . CTT . . G . CTCAGACTGA . TTCTTG 

GGGCGCCTGTAGTCCCAGCTATTCGGGAGGCTGAGGCAGGAGAATGGCNTGAACCTGGGAGGTGGAGCTTGCANT 
C . . GAGGAGGG . GA . T . AACTCA . CCT . ACACATTAA . TGT . G . A . . AAAAT . TTTCATTA . CTTTTT . ATTTTA 

GAGCCAAGGTCGCGCCACTGCACTCCAGCCTGGGCGACAGAGCGAGACTCCATCTTA 
ATA- .... TAATATTATTACTTTATG . A . AATTTTTTTTA . TT . GCCA . GTCG . CA . 
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CTCGTGCCGTTAAAGATGGTCTTCTGAAGGCTAACTGCGGAATGAAAGTTTCTATTCCAACTAAAGCC. 

TTAGAATTGATGGACATGCAAACTTTCAAf.GCAGAGCCTCCCGAGAAGCCATCTGCCTTCGAGCCTGC 

CATTGAAATGCAAAAGTCTGTTCCAAATAAAGCCTTGGAATTGAAGAATGAACAAACATTGAGAGCAG 

ATGAGATACTCCCATCAGAATCCAAACAAAAGGACTATGAAGAAAGTTCTTGGGATTCTGAGAGTCTC 

TGTGAGACTGTTTCACAGAAGGATGTGTGTTTACCCAAGGCTACACATCAAAAAGAAATAGATAAAAT 

AAATGGAAAATTAGAAGAGTCTCCTGATAATGATGGTTTTCTGAAGGCTCCCTGCAGAATGAAAGTTT 

CTATTCCAACTAAAGCCTTAGAATTGATGGACATGCAAACTTTCAAAGCAGAGCCTCCCGAGAAGCCA 

TCTGCCTTCGAGCCTGCCATTGAAATGCAAAAGTCTGTTCCAAATAAAGCCTTGGAATTGAAGAATGA 

ACAAACATTGAGAGCAGATCAGATGTTCCCTTCAGAATCAAAACAAAAGAAGGTTGAAGAAAATTCTT 

GGGATTCTGAGAGTCTCCGTGAGACTGTTTCACAGAAGGATGTGTGTGTACCCAAGGCTACACATCAA 

AAAGAAATGGATAAAATAAGTGGAAAATTAGAAGATTCAACTAGCCTATCAAAAATCTTGGATACAGT 

TCATTCTTGTGAAAGAGCAAGGGAACTTCAAAAAGATCACTGTGAACAACGTACAGGAAAAATGGAAC 

AAATGAAAAAGAAGTTTTGTGTACTGAAAAAGAAACTGTCAGAAGCAAAAGAAATAAAATCACAGTTA 

GAGAACCAAAAAGTTAAATGGGAACAAGAGCTCTGCAGTGTGAGATTGACTTTAAACCAAGAAGAAGA 

GAAGAGAAGAAATGCCGATATATTAAATGAAAAAATTAGGGAAGAATTAGGAAGAATCGAAGAGCAGC 

ATAGGAAAGAGTTAGAAGTGAAACAACAACTTGAACAGGCTCTCAGAATACAAGATATAGAATTGAAG 

AGTGTAGAAAGTAATTTGAATCAGGTTTCTCACACTCATGAAAATGAAAATTATCTCTTACATGAAAA 

TTGCATGTTGAAAAAGGAAATTGCCATGCTAAAACTGGAAATAGCCACACTGAAACACCAATACCAGG 

AAAAGGAAAATAAATACTTTGAGGACATTAAGATTTTAAAAGAAAAGAATGCTGAACTTCAGATGACC 

CTAAAACTGAAAGAGGAATCATTAACTAAAAGGGCATCTCAATATAGTGGGCAGCTTAAAGTTCTGAT 

AGCTGAGAACACAATGCTCACTTCTAAATTGAAGGAAAAACAAGACAAAGAAATACTAGAGGCAGAAA 

TTGAATCACACCATCCTAGACTGGCTTCTGCTGTACAAGACCATGATCAAATTGTGACATCAAGAAAA 

AGTCAAGAACCTGCTTTCCACATTGCAGGAGATGCTTGTTTGCAAAGAAAAATGAATGTTGATGTGAG 

TAGTACCGATATATAACAATGAGGTGCTCCATCAACCACTTTCTGAAGCTCAAAGGAAATCCANAAGC 

CTAAAAATTAATCTCAATTATGCAGGAGATGCTCTAAGAGAAAATACATTGGTTTCAGGAACATGCAC 

AAAGAGACCAACGTGAAACACAGTGTCAAATGAAGGAAGCTGAACACATGTNTCAAANCGAACAAGAT 

NATGTGAACAAACACACTGANCAGCAGGAGTCTCTAGATCAGAAATTATTTCAACTACAAAGCAAAAA 

TATGTGGCTTCAACAGCAATTAGTTCATGCACATAANGAAAGCTGACAACAAAAGCAAGATAACAATT 

GATNTTCATTNTCTTGAGAGGAAAATGCNCATCATCTTCTAAAAGAGAAAAATGAGGAGATATTTNAT 

TACNATAACCATTTAAAAAACCCGTATATTTCAATATGGAAAAAAAAAANAAAAAAAA 

MKVSIPTKALELMDMQTFKAEPPEKPSAFEPAIEMQKSVPNKALELKNEQTLRADEILPSESKQKDYE 
ESSWDSESLCETVSQKDVCLPKATHQKEIDKINGKLEESPDNDGFLKAPCRMKVSIPTKALELMDMQT 
FKAEPPEKPSAFEPAIEMQKSVPNKALELKNEQTLRADQMFPSESKQKKVEENSWDSESLRETVSQKD 
VCVPKATHQKEMDKISGKLEDSTSLSKILDTVHSCERARELQKDHCEQRTGKMEQMKKKFCVLKKKLS 
EAKEIKSQLENQKVKWEQELCSVRLTLNQEEEKRRNADILNEKIREELGRIEEQHRKELEVKQQLEQA 
LRIQDIELKSVESNLNQVSHTHENENYLLHENCb4LKKEIAMLKLEIATLKHQYQEKENKYFEDIKILK 
EKNAELQMTLKLKEESLTKRASQYSGQLKVLIAENTMLTSKLKEKQDKEILEAEIESHHPRLASAVQD 

HDQIVTSRKSQEPAFHIAGDACLQRKMNVDVSSTDI. 



.GAGTAACCCGATAATATGCCGTTGTGCACGGCGACGAGAATTCCCAGATATAGCAGTAGCAGTGATCCCGGGCCT 
GTGGCTCGGGGCCGGGGCTGCAGTTCGGACCGCCTCCCGCGACCCGCGGGGCCGGCTCGGAGACAGTTTCAGGCC 
GCATCTTTGCTGACCCGAGGGTGGGGCCGCGCGTGGCCGTGGAAACAGATCCTGAAGGAGCTAGACGAGTGCTAC 
GAGCGCTTCAGTCGCGAGACAGACGGGGCGCAGAAGCGGCGGATGCTGCACTGTGTGCAGCGCGCGCTGATCCGC 
AGCCAGGAGCTGGGCGACGAGAAGATCCAGATCGTGAGCCAGATGGTGGAGCTGGTGGAGAACCGCACGCGGCAG 
GTGGACAGCCACGTGGAGCTGTTCGAGGCGCAGCAGGAGCTGGGCGACACAGTGGGCAACAGCGGCAAGGTTGGC 
GCGGACAGGCCCAATGGCGATGCGGTAGCGCAGTCTGACAAGCCCAACAGCAAGCGCTCACGGCGGCAGCGCAAC 
AACGAGAACCGTGAGAACGCGTCCAGCAACCACGACCACGACGACGGCGCCTCGGGCACACCCAAGGAGAAGAAG 
GCCAAGACCTCCAAGAAGAAGAAGCGCTCCAAGGCCAAGGCGGAGCGAGAGGCGTCCCCTGCCGACCTCCCCATC 
GACCCCAACGAACCCACGTACTGTCTGTGCAACCAGGTCTCCTATGGGGAGATGATCGGCTGCGACAACGACGAG 
TGCCCCATCGAGTGGTTCCACTTCTCGTGCGTGGGGCTCAATCATAAACCCAAGGGCAAGTGGTACTGTCCCAAG 
TGCCGGGGGGAGAACGAGAAGACCATGGACAAAGCCCTGGAGAAATCCAAAAAAGAGAGGGCTTACAACAGGTAG 
TTTGTGGACAGGCGCCTGGTGTGAGGAGGACAAAATAAACCGTGTATTTATTACATTGCTGCCTTTGTTGAGGTG 
CAAGGAGTGTAAAATGTATATTTTTAAAGAATGTTAGAAAAGGAACCATTCCTTTCATAGGGATGGCAGTGATTC 
TGTTTGCCTTTTGTTTTCATTGGTACACGTGTAACAAGAAAGTGGTCTGTGGATCAGCATTTTAGAAACTACAAA 
TATAGGTTTGATTCAACACTTAAGTCTCAGACTGATTTCTTGCGGGAGGAGGGGGACTAAACTCACCCTAACACA 
TTAAATGTGGAAGGAAAATATTTCATTAGCTTTTTTATTTTAATACAAGTAATATTATTACTTTATGAACAATTT 
TTTTTAATTGGCCATGTCGCCAAAAATACAGCCTATAGTAAATGTGTTTCTTGCTGCCATGATGTATATCCATAT 
AACAATTCAGTAACAAAGGTTTAAAGTTTGAAGATTATTTTTTAAAAAGGTAAAAGGTTAAATTTTACATGACAG 
ATATTTTATCTATTGGCCTGTTCCCCAAATGGCCATTTTAAAATGCTTGGGTACACTTCTCTTAAGTGGTCTAGT 
CAAGGAACCTCAAGTCATGCTTTTGCTATCACCAATCATAGTGTACCCATCTTTAATTTATATCAGGTGTATAAA 
TGTACATTTCCAAATGAACTTGCACTGTAATATTATAATTGGAAGTGCAGTCAGCAGTAGCTGTCGGAGCTAATG 
TCACAATTATGTGCAAAGGTGTGCTTCCTGCTGTATGTGAGCTGTAAAAATGTTACGTGAAGAAATAAATGAAAC 
TTGGCCAGTTTGTTCCTCTAGTAGTATATTTAATTTTGACATAAGTAACTTTTAAAATTTGTCTTAAAAATTTAT 
ACACCAGCAATTTAGACAAAGCCTTAAGCAAATTTTGTATTATTGTTCTCACTTATTATTAATAATGAAGTAGAA 
GTTACTTAATTGCCAGCAAATAAATACGTGTCAAAAAAGAATCTGTATTCAGACCCCTGGGGTCAGGAAATTACT 
GCCCCACTTGTCAAGTTCAGCCCACCATCTGTTTGAACATTATATGAAGTTTAAATTCTAGTGTCCATAAATAAA 
GTTTCAGCGGCACCCCAAAAAAAAAAAAAAAAAAAA 
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MLSPANGEQLHLVNYVEDYLDSIESLPFDLQRNVSLMREIDAKYQEILKELDECYERFSRETDGAQKRRMLHCVQ 75 

MLHCVQ 6 

MEILKELDECYERFSRETDGAQKRRMLHCVQ 31 

SDPGPVARGRGCSSDRLPRPAGPARRQFQAASLLTRGWGRAWPWKQILKELDECYERFSRETDGAQKRRMLHCVQ 90 

RALIRSQELGDEKIQIVSQMVELVENRTRQVDSHVELFEAQQELGDTVGNSGKVGADRPNGDAVAQSDKPNSKRS 150 

RALIRSQELGDEKIQIVSQMVELVENRTRQVDSHVELFEAQQELGDTVGNSGKVGADRPNGDAVAQSDKPNSKRS 156 

RALIRSQELGDEKIQIVSQMVELVENRTRQVDSHVELFEAQQELGDTVGNSGKVGADRPNGDAVAQSDKPNSKRS 106 

RALIRSQELGDEKIQIVSQMVELVENRTRQVDSHVELFEAQQELGDTVGNSGKVGADRPNGDAVAQSDKPNSKRS 165 

RRQRNNENRENASSNHDHDDGASGTPKEKKAKTSKKKKRSKAKAEREASPADLPIDPNEPTYCLCNQVSYGEMIG 225 

RRQRNNENRENASSNHDHDDGASGTPKEKKAKTSKKKKRSKAKAEREASPADLPIDPNEPTYCLCNQVSYGEMIG 231 

RRQRNNENRENASSNHDHDDGASGTPKEKKAKTSKKKKRSKAKAEREASPADLPIDPNEPTYCLCNQVSYGEMIG 181 

RRQRNNENRENASSNHDHDDGASGTPKEKKAKTSKKKKRSKAKAEREASPADLPIDPNEPTYCLCNQVSYGEMIG 24 0 

CDNDECPIEWFHFSCVGLNHKPKGKWYCPKCRGENEKTMDKALEKSKKERAYNR. 279 

CDNDECPIEWFHFSCVGLNHKPKGKWYCPKCRGENEKTMDKALEKSKKERAYNR. 210 

CDNDECPIEWFHFSCVGLNHKPKGKWYCPKCRGENEKTMDKALEKSKKERAYNR. 235 

CDNDECPIEWFHFSCVGLNHKPKGKWYCPKCRGENEKTMDKALEKSKKERAYNR. 2 94 



/9 - SS^Q ^ 



COMBINED DECLARATION AND POWER OF ATTORNEY 



Attorney Docket No. 
LUD 5615 (09905230) 



As a below named inventor, I hereby declare that: 

My residence, post office address and citizenship are as stated below next to my name. 

I believe I am the original, first and sole inventor (if only one name is listed below) or an original, first and joint inventor (if plural names are listed 
below) of the subject matter which is claimed and for which a patent is sought on the invention entitled "ISOLATED NUCLEIC ACID 
MOLECULES ENCODING CANCER ASSOCIATED ANTIGENS, THE ANTIGENS PER SE, AND USES 
THEREOF 

the specification of which 

(check one) ^ is attached hereto. 

D was filed on 

and was amended on 

I hereby state that I have reviewed and understand the contents of the above identified specification, including the claims, as amended by any amendmeni 
referred to above. 

I acknowledge the duty to disclose information which is material to the patentability as defined in Title 37, Code of Federal Regulations, § 1.56. 
I hereby claim foreign priority benefits under Title 35, United States Code, § 1 19(a)-(d) or § 365(b) of any foreign application(s) for patent or inventor's 
certificate, or § 365(a) of any PCT international application which designated at least one country other than the United States of America, listed below 
and have also identified below any foreign application for patent or inventor's certificate, or of any PCT international application having a filing date 
before that of the application on which priority is claimed: 

Prior Foreign Application(s) Priority Claimed 
□ □ 



(Number) (Country) (Day/MonthATear Filed) Yes No 

O □ 



(Number) (Country) (Day/Month/Year Filed) Yes No 



□ □ 



(Number) (Country) (Day/Month/Year Filed) Yes No 

1 1 hereby claim the benefit under Title 35, United States Code § 1 19(e) of any United States provisional application(s) listed below> 



(Application Serial No.) (Filing Date) 



(Application Serial No.) (Filing Date) 

f I hereby claim the benefit under Title 35, United States Code § 120 of any United States appHcation(s) or § 365(b) of any PCT intemational application 
I designating the United States of America, listed below and, insofar as the subject matter of each of the claims of this application is not disclosed in the 
I prior U.S. or PCT intemational application in the manner provided by the first paragraph of Title 35, U.S.C. § 1 12, 1 acknowledge the duty to disclose 

material information as defined in Title 37, Code of Federal Regulations § 1.56(a) which occurred between the filing date of the prior application and the 

national or PCT intemational filing date of this application. 



(Application Serial No.) (Filing Date) (Status) 

(patented, pending, abandoned) 



(Application Serial No.) (Filing Date) (Status) 

(patented, pending, abandoned) 

I hereby declare that all statements made herein of my own knowledge are true and that all statements made on information and belief are believed to be true 
and further that these statements were made with the knowledge that willful false statements and the like so made are punishable by fine or imprisonmeni 
or both, under Section 1001 of Title 18 of the United States Code and that such willful false statements may jeopardize the validity of the application or an 
patent issued thereon. 

I hereby declare that all statements made herein of my own knowledge are true and that all statements made on information and belie l'OWer Of Attorney 
I hereby appoint the following attorneys to prosecute this application and transact all business in the Patent and Trademark Office connected therewith: Peter F. Felfe, 
Reg. No. 20,297; John E, Lynch, Reg. No. 20,940; Norman D. Hanson, Reg. No. 30,946; John A. Bauer, Reg. No. 32,554; James Zubok, Reg. No. 38,671; Mary Ani 
Schofield, Reg. No, 36,669; James R. Crawford, Reg. No. 39,155, Robert Gorman, Reg. No. 41,790, Katrine A. Levin 41,941, Reg. No. and Eric Sinn, Reg. No 40,17' 
my attorneys with full power of substitution and revocation. Address all telephone calls to NORMAN D. HANSON, Esq. , at (212) 318-3000 Address all 
correspondence to: 

FULBRIGHT & JAWORSKI L.L.P., 666 Fifth Avenue, New York, New York 10103 

are believed to be true; and further that these statements were made with the knowledge that willful false statements and the like so made are punishable b: 
fme or imprisonment, or both, under Section 1 00 1 of Title 1 8 of the United States Code and that such willful false statements may jeopardize the validity c 
the application or any patent issued thereon. 



Full Name of Sixth Inventor 
JALrJciK, JJlTK 


Inventor's Signatare 


Date 


Residence 

1275 York Avenue, New York, New York 10021, USA 


Citizenship 

German 


Post Office Address 

1275 York Avenue, New York, New York 10021, USA 


Full Name of Sole or First Inventor 

STOCKERT, Elizabeth 


Inventor's Signature | Date 1 


Residence 

1275 York Avenue, New York, New York 10021, USA 


Citizenship 

Austrian 


Post Office Address 

1275 York Avenue, New York, New York 10021, USA 


Post Office Address 

SCANLAN, Matthew 1 j 


Residence 

1275 York Avenue, New York, New York 10021, USA 


Qtlzenship 

US 


Post Office Address 

1275 York Avenue, New York, New York 10021, USA 




Full Name of Fifth Inventor 

GURE, All 


Inventor's Signadffe 


1 Date 


Kesideuce 

1275 York Avenue, New York, New York 10021, USA 


Citizenship 

Turkish 


r^Jtost Office Address 

iQl275 York Avenue, New York, New York 10021, USA 




f^fuW Name of Second Inventor 

■)AGER,Elke 


Inventor's Signature 


Date 


Residence 

'^teinbacher Hohl 2-28, 60488 Frankfurt am Main Germany 


Citizenship 

German 


s^ost Office Address 

'"Steinbacher Hohl 2-28, 60488 Frankfurt am Main Germany 


^ost Office Address 

^^NUTH, Alexander 






^kesidencc 

;%teinbacher Hohl 2-28, 60488 Frankfurt am Main Germany 


Citizensh^ 

German 


TrP^ost Office Address 

iSteinbacher Hohl 2-28, 60488 Frankfurt am Main Germany 


Post Office Address 

OLD, Lloyd 1 


Residence 

605 Third Avenue, New York, New York 10158, USA 


Citizenship 

USA 


Post Office Address 

605 Third Avenue, New York, New York 10158, USA 


Post Office Address 

CHEN, Yao-tseng | 


Residence 

525 E. 68* Street, New York, New York 10021, USA 


citizenship 

Taiwanese 


Post Office Address 

525 E. 68* Street, New York, New York 10021, USA 


Full Name of Seventh Inventor 


Inventors SignaUwe 


Date 


Residence 


Citizenship 


Post Office Address 



